Fig. S1. Schematic of the cell-cell spread assay and gating strategy to analyze flow cytometry data. A) Schematic of the cell-cell spread assay. CD4+ T cells were stimulated with anti-CD3/CD28 antibodies for 4-5 days. Donor cells were infected by spinoculation and analyzed by flow cytometry to quantify GFP+ donor cells. Target cells (uninfected) were labeled with cell tracing dye (CPDe450) and mixed with infected donors cells in 1:4 ratio (GFP+ donor cells:target cells). Cells were analyzed by flow cytometry at 0h and 24h post-mixing to quantify cell-cell spread, expression of activation markers, and cell death. 
Fig. S5. Retained CD3 expression on infected cells increases Env levels in infected cells

Fig. S9. Env expression and virion infectivity is increased by T cell activation
Related to Fig. 5 . Resting CD4+ T cells were treated with IL-7 for 4 days and then infected with indicated viruses. (A) Infected cells were analyzed by flow cytometry 48h post-infection (prior to stimulation) to measure percentage of CD3+ cells in GFP+ population. 48h post-infection cells were either stimulated with anti-CD3/CD28 antibodies or unstimulated (mock) for 24h and analyzed by flow cytometry to measure (B) cell viability and expression of (C) CD69 in total live population, (D) GFP in GFP+ population, and (G) Env trimers (PGT151) in GFP+ population. (F) Virus supernatant was collected 24h post-stimulation and analyzed for virion infectivity as described in Fig.3 . Bars show mean and symbols show individual PBMC donors. Groups were compared using two-tailed paired t-test (ns, P>0.05; *, P<0.05; **, P<0.01; ***, P<0.001).
